Background: Consumption of a cholesterol lowering dietary portfolio including plant sterols (PS), viscous fibre, soy proteins and nuts for 6 months improves blood lipid profile. Plant sterols reduce blood cholesterol by inhibiting intestinal cholesterol absorption and concerns have been raised whether PS consumption reduces fat soluble vitamin absorption.
Background
Randomized control trials using metabolically controlled designs [1] [2] [3] as well as effectiveness trials with free living designs [4, 5] have demonstrated reductions in blood LDL-C concentrations with consumption of a portfolio diet including plant sterols (PS), soy proteins, viscous fibres and nuts. Consumption of portfolio diet for 1 year under real world conditions by 66 participants resulted in a 13% reduction in LDL-C levels [5] . Similarly, a recently conducted study with portfolio diet for 6 months using a multicentre design across Canada showed a 13.8% reduction in LDL-C in 330 participants [4] .
Plant sterols are one of the components of the portfolio diet known for their plasma cholesterol reducing property. Consumption of 2 g/d of PS reduces LDL-C by 13 to 16% [6] . PS are found to be effectively beneficial when combined with different dietary components such as fish oil, ascorbic acid, β-glucan and psyllium [7] [8] [9] as well as with statin drugs [10, 11] . Consumption of PS might not cause any major health concern [12], although some studies have implicated increased PS concentrations in plasma as being associated with elevated cardiovascular disease (CVD) risk [13] [14] [15] [16] [17] . Other recent studies with different dosages and study designs have not demonstrated that circulatory PS levels associate with risk of CVD and hence, consumption of portfolio diet containing PS may be safe and reduce risk of CVD [18] [19] [20] [21] [22] .
Cholesterol lowering effects induced by the portfolio diet could occur through mechanisms including reduced intestinal cholesterol absorption due to PS [23] , decreased cholesterol synthesis and elevated LDL-C receptor uptake of cholesterol in liver by soy proteins [24] increased bile acid loss by the action of dietary fibre [25] and almonds are sources of vegetable proteins, monounsaturated fats and PS and are likely to produce their effects by a range of mechanisms [26] . As PS act mainly by inhibiting intestinal cholesterol absorption, it might be possible that the absorption of other fat soluble compounds such as carotenoids, tocopherols and retinoids are compromised by the PS containing portfolio diet consumption [27] . Vitamin A is essential for multiple functions in the human body including maintenance of cell function, growth, vision, epithelial integrity, immune function, and reproduction. Deficiency of vitamin A leads to vision loss, increased morbidity, and mortality [28, 29] . Tocopherols are strong antioxidants and play important role in prevention of chronic diseases associated with oxidative stress such as cardiovascular disease, atherosclerosis, and cancer [30] . Deficiency of vitamin E leads to anemia and in addition severe deficiency could result in neuromuscular abnormalities characterized by spinocerebellar ataxia and myopathies [30] [31] [32] .
A few studies have raised concerns about reduction in the absorption of fat soluble vitamins and carotenoids including β-carotenes and α-tocopherols following PS intake [33] [34] [35] [36] [37] [38] . In contrast, other interventions have shown no changes in plasma fat soluble vitamin concentrations with PS consumption [39] [40] [41] [42] . Although combination of PS with other portfolio dietary components showed significant reductions in plasma LDL-C concentrations, effects of portfolio ingredients on plasma fat soluble vitamins levels have never been studied. Hence our aim was to determine whether the portfolio diet with the presence of PS affects the plasma fat soluble vitamin concentrations in hypercholesterolemic participants. Additional objectives were to determine the extent of the increment in plasma PS concentration following a portfolio diet and determine the correlations with other lipid markers in blood.
Participants and methods Participants
We have previously reported the results on the effect of portfolio diet on CVD risk factors including plasma LDL-C levels [4] . Detailed information on the study design and participant characteristics of this multi-centre clinical study has been provided [4] . Briefly, 351 hyperlipidemic participants (137 males and 214 postmenopausal females) were randomized for the study at 4 different centers across Canada including Quebec City, Toronto, Winnipeg and Vancouver. The main inclusion criteria were males and post-menopausal females with low to intermediate Framingham 10-year risk categories with 3.50-5.31 and 3.00-4.61 mmol/L LDL-C respectively. The following were considered as exclusion criteria; history of cardiovascular disease, cancer or strong family history of cancer, untreated hypertension with blood pressure >140/90 mmHg, diabetes, hepatic or renal disease and currently under lipid lowering therapy. The trial is registered in clinical trials.gov registry (Identifier: NCT00438425).
Study protocol
Participants were recruited by advertisements. The study protocol was explained to all participants and signatures on informed consent forms were obtained from eligible participants. Eligible participants were randomized in blocks of 75 participants with stratification by centre, gender and baseline LDL-C concentrations with greater than or lesser than 4.09 mmol/L. In this study with a parallel design, participants were randomized to one of the three treatment groups with either a therapeutic low fat diet control or dietary portfolio of cholesterol lowering foods with either 2 visits (routine) or 7 visits (intensive) during a 6 month period ( Figure 1 ). Participants visited the respective centers at baseline and by 3 and 6 months for the control and portfolio routine diet groups. Participants categorized to intensive dietary portfolio group visited the respective centers at baseline, 2 weeks and subsequently every month. During each of the visits, the preceding 7-day dietary histories were collected and reviewed along with recording the body weight and blood pressure. Fasting blood samples were collected from the participants during each visit. Serum lipid profile and apolipoproteins were measured as explained earlier [4] . This study was conducted according to the guidelines laid down in the Declaration of Helsinki and all procedures were approved by the ethics committees of Universities of British Columbia, Laval, Manitoba and Toronto as well as St Michael's Hospital, Toronto.
Diets consumed by the participants were previously explained in detail [4] . During the 6 month study treatment period, participants received dietary advice by dieticians to follow a weight maintaining vegetarian diets with foods available at supermarkets and health food stores. Participants in the dietary portfolio groups were recommended to incorporate the portfolio dietary study foods into their diets. The aim was to provide 0.94 g of PS in margarine, 9.8 g of viscous fibre, 22.5 g of soy proteins and 22.5 g of nuts per 1000 kcal of diet per day. Control dietary participants were advised to consume low fat dairy and whole grain cereals along with fruits and vegetables and to avoid the portfolio dietary components. All participants were supplied with measuring cups and spoons to control the amount of portfolio and control dietary foods consumption. Diets were analyzed using a program based on US Department of Agriculture data (ESHA Food Processor SQL version 10.1.1; ESHA, Salem, Oregon).
Concentrations of plasma α and γ tocopherols, βcarotene, lutein, lycopene and retinol were measured concurrently with an isocratic high performance liquid chromatograph (HPLC) (1100 HPLC, Agilent Technologies, Palo Alto, California) as described earlier [43] . Briefly, internal standards retinol acetate and β-apo-8′-carotenal in methanol were added to each of the samples and deproteinized with ethanol followed by extraction with hexane. Samples were injected into a C18 reverse phase column (Zorbax Eclipse XBD, Agilent Technologies, Palo Alto, California) with a guard column and eluted with mobile phase consisting of methanol, acetonitrile and tetrahydrofuran in the ratio of 75:20:5 (v/v/v). Detection wavelengths were set at 290, 320 and 450 nm for detection of the compounds of interest. Fat-soluble vitamins were identified using authentic standards (Sigma-Aldrich) and were quantified using standard curves.
Concentrations of PS in plasma were measured by gas chromatography (6890 GC, Agilent Technologies, Palo Alto, California) equipped with a flame ionization detector and auto-injector system. A 30-m SAC-5 column (Sigma-Aldrich Canada Ltd., Oakville, Ont.) was used. Briefly, 5-α cholestane as an internal standard was added to each of the samples followed by addition of methanolic potassium hydroxide and saponification. Sterols were extracted from the mixture with petroleum ether. Extracted samples were derivatized with TMS reagent (pyridine-hexamethyldisilazane-trimethylchlorosilane (9:3:1, v/v)) and samples were injected into the GC [44] . The injector and detector were set at 300 and 310 degrees C, respectively. The flow rate of the carrier gas, helium was 1.2 ml/min with the inlet splitter set at 100:1. Individual PS were identified using authentic standards (Sigma-Aldrich Canada Ltd., Oakville, Ont). Internal standards were used to calculate detector response factors. Campesterol and βsitosterol concentrations were determined by identifying the peak sizes and expressing them relative to 5-α cholestane internal standard. As PS and fat soluble vitamins are mainly transported in cholesterol-containing particles in serum, the absolute concentrations were adjusted for the serum cholesterol concentration to eliminate the effect of changes in the serum cholesterol concentration.
Statistical analyses
Data are expressed as means with their standard errors. The significance of the differences between week 0, week 12 as well as week 24 between different groups were assessed by Least Squares Means utilizing PROC MIXED procedure in SAS, with Tukey adjustment for multiplicity of comparisons. Analysis of covariance was performed with sex, treatment, centre and centre-by-treatment interaction as main effects and baseline as a covariate. In all tests of hypotheses, p values <0.05 were considered significant. All statistical analyses were performed using the SAS software (version 9.2; SAS Institute Inc., Cary, NC, USA) Sample size determination with LDL-C as primary end point has been explained in detail earlier [4] .
Results
Baseline characteristics of participants and dietary intakes during the study Baseline characteristics of participants of all treatments were similar except for the relatively higher ratio of men to women on the intensive portfolio group compared to the other groups ( Table 1 ). Adherence to the dietary recommendations assessed from the 7 day food records using food processor software was 46.4% and 40.6% for the intensive and routine portfolio diets, respectively [4] . Dietary macronutrient profile of the portfolio and control diets were explained in Table 2 . Participants in intensive and routine portfolio groups consumed 0.8 and 0.6 g/d/1000 Kcal PS in their diets, respectively. The amount of vitamin A consumed during the study by participants in intensive and routine portfolio dietary groups was 1280 and 1248 IU compared with control group which was 1699 IU per day. In contrast, intakes of vitamin E were higher with participants in intensive (3.0 IU/d) and routine (2.8 IU/d) portfolio groups compared to the control dietary group (1.6 IU/d).
Serum lipid profile changes with portfolio and control diets
Reductions in serum total and LDL-C level with consumption of portfolio diets are reported in Table 3 [4] . No differences were found between the 3 intervention groups in baseline blood lipid concentrations. Percentage change and absolute treatment differences between the control and the two dietary portfolio interventions were significant for LDL-C (p < 0.001) and in absolute units for the TC:HDL-C ratio (intensive dietary portfolio: p = 0.004, routine dietary portfolio: p = 0.006), with no significant differences seen between the two dietary portfolio groups (p = 0.66).
Effect of portfolio diet on plasma fat soluble compound concentrations
Plasma concentrations of tocopherols, carotenoids and retinol and their ratios to cholesterol are shown in Table 4 . Participants consuming the intensive portfolio diet showed no changes in any of the fat soluble vitamins measured except for a slight but significant increase in cholesterol adjusted α-tocopherol (p = 0.014) and retinol (p = 0.032) at week 12, but not at week 24. Furthermore, concentrations of β-carotene and retinol were found to be decreased with intensive portfolio diet only at week 24 (β-carotene: p = 0.017; retinol: p = 0.007). No significant changes in any fat soluble vitamin concentrations were noted in routine portfolio diet group, except for an increase in cholesterol adjusted γ-tocopherol at week 12 (p = 0.003), as well as at week 24 (p = 0.014) and decreased β-carotene (p = 0.016) and α-tocopherol (p = 0.041) only at week 12, but not at week 24. Consumption of the control diet had no impact on plasma vitamin concentrations except for an increase in cholesterol adjusted β-carotene at week 12 (p = 0.018) but not at week 24.
No differences between the three dietary interventions were observed with changes from respective baselines of any of fat soluble vitamins measured except for a significant reduction in concentration of β-carotene at week 12 with intensive (p = 0.045) and routine (p = 0.031) portfolio diet, compared to changes with control diet. However, the change from baseline in β-carotene concentration at week 24 with routine portfolio diet group was not different (p = 0.078) when compared to change with control diet group, but was lower with >intensive portfolio diet (p = 0.039) compared to changes from baselines observed in control dietary group. Furthermore, cholesterol adjusted concentrations of fat soluble vitamins, especially β-carotene, were not different across intervention groups. Changes in cholesterol adjusted concentrations of plasma fat soluble compounds with portfolio diet consumption were negatively correlated with changes in total cholesterol (α-tocopherol: p = 0.005; retinol: p = 0.008; lutein: p = 0.031; lycopene: p = 0.004; βcarotene: p = 0.009) and LDL-C (α-tocopherol: p = 0.004; retinol: p = 0.004; lutein: p = 0.027; lycopene: p = 0.004; β-carotene: p = 0.013) levels (Table 5 ). Furthermore, changes in cholesterol adjusted plasma concentrations of α-tocopherol (p = 0.026), retinol (p = 0.038) and lycopene (p = 0.048) showed a negative correlation with serum apoB concentrations.
Changes in plasma plant sterol concentrations during the study
Plasma PS concentrations including campesterol and β-sitosterol and their ratio with cholesterol are depicted in Figure 2 . The intensive portfolio diet group showed an increase in concentration of campesterol at week 24 (p = 0.034) compared with baseline. Similarly, participants consuming the routine portfolio dietary group also demonstrated increased campesterol concentrations at both weeks 12 (p < 0.001) and 24 (p < 0.001), respectively, compared to baseline. Ratios of campesterol and cholesterol were also found to be increased by intensive (p = 0.001 at week 12, p < 0.001at week 24) as well as routine (p < 0.001 at week 12 and 24) portfolio diet consumption. No significant changes in campesterol and cholesterol-adjusted campesterol concentrations were observed after consuming the control diet. Plasma concentrations of β-sitosterol were found to be increased in both intensive (p = 0.008 at week 12, p < 0.001 at week 24) and routine (p < 0.001 at week 12 and 24) portfolio diet groups. Increases in cholesterol adjusted β-sitosterol concentrations in plasma were similarly elevated as unadjusted β-sitosterol concentrations (p < 0.001) at week 12 and 24 after intensive or routine portfolio diet consumptions compared to their baselines. Concentrations of β-sitosterol and its ratio to cholesterol were significantly elevated in participants consuming control diet at 12 weeks (β-sitosterol: p = 0.024; ratio to cholesterol p = 0.032) as well as at 24 weeks (p = 0.05).
No differences across time were observed across participants consuming intensive and routine portfolio diet in circulating campesterol and β-sitosterol levels, or their ratios to cholesterol. However, increased plasma campesterol and β-sitosterol concentrations were observed with both intensive (week 24: p = 0.012 for campesterol and p = 0.035 for β-sitosterol) as well as routine (week 24: p = 0.034 for campesterol and p = 0.080 for β- sitosterol) portfolio diet groups, compared with control diet. Plasma campesterol and β-sitosterol concentrations after adjusting for blood cholesterol concentrations were also found to be elevated after consumption of intensive (week 12: p = 0.037 for campesterol:TC and p = 0.022 for β-sitosterol:TC; week 24: p = 0.001 for campesterol:TC and p = 0.002 for β-sitosterol:TC) and routine (week 12: p = 0.054 for β-sitosterol:TC; week 24: p = 0.003 for campesterol:TC and p = 0.002 for β-sitosterol:TC) portfolio diets, compared with consumption of the control diet. Changes in plasma campesterol:TC ratio with portfolio diet were found to be negatively correlated with total (p = 0.0001) and LDL-C (p = 0.0004), as well as with apoA1 (p = 0.001) and ApoB (p = 0.002) levels and LDL-C/ApoB ratio (p = 0.009) (Table 6) . Similarly, changes in plasma β-sitosterol:TC ratios after consuming portfolio diets were also observed to be negatively correlated with the change in total (p = 0.0002) and LDL-C (p = 0.0001) and ApoB (p = 0.0004) levels, as well as in cholesterol:HDL-C ratio (p = 0.021), LDL-C:HDL-C ratio (p = 0.010), apoB: apoA1 ratio (p = 0.001) and LDL-C:apoB ratio (p = 0.036).
Discussion
Results demonstrate that intake of a portfolio diet for 6 months improved blood lipid concentrations without altering the plasma fat soluble vitamin concentrations after adjustment for cholesterol levels. Phytosterol intake has been believed to result in a possible reduction in absorption of fat soluble vitamins which in turn might lead to their lower levels in plasma [33, 34, 37] . Carotenoids, retinols and tocopherols are absorbed in the intestine in a similar fashion to lipids. PS lower blood cholesterol by inhibiting cholesterol absorption in the gut. Hence, the possibility exists that consumption of PS might reduce circulating concentrations of these fat soluble compounds due to their reduced intestinal absorption [27] . Reductions in serum carotenoids and lycopene concentrations in normocholesterolemic and mildly hypercholesterolemic participants were observed with PS consumption [27, 35, 36, 45, 46] . Reductions in plasma fat soluble compounds concentrations found in these interventions might be because of their lower absorption or due to reduced lipoprotein carriers and serum cholesterol concentrations. However, when concentrations of these fat soluble compounds were corrected for plasma lipid levels, only carotene concentrations were shown to be reduced in some trials [27, 35] . In the current intervention, no such reductions occurred in any of the measured plasma fat soluble compound levels across intervention groups suggesting that other components of the portfolio diet might have compensated for the effect of PS on fat soluble vitamins. Vitamins A and E are essential to maintain normal health and immune system and their deficiency lead to chronic diseases [28, 31] . Consumption of portfolio diet did not affect the plasma concentration of these vitamins which indicates the safety with the portfolio diet with absorption of fat soluble compounds. Results from current intervention showed no changes across the three dietary groups in plasma concentrations of tocopherols, retinoids and carotenoids, except for a decrease in β-carotene with portfolio groups compared to the control diet group. However, the cholesterol adjusted β-carotene concentrations in plasma showed no differences across all the groups. These findings indicate that consumption of a portfolio diet reduces blood cholesterol but does not affect the absorption of fat soluble vitamins. No changes in cholesterol adjusted fat soluble vitamins concentrations with portfolio diet consumption also indicate that decreased plasma carotenoid concentrations reflect reductions in carrier lipoproteins, especially LDL-C. Results of earlier studies are variable ranging from no change in any of the fat soluble compounds in serum [39, 41, 47, 48 ] to considerable changes [38] or differences only in β-carotene [49] [50] [51] . The lack of consistency in results might be due to different background diets during the intervention and eating habits of the participants. In most of the interventions, diets are not strictly controlled and supervised by study investigators. In contrast, well-controlled human trials with strictly controlled diets have shown no significant differences in concentrations of circulating fat soluble compounds [40, 48] .
In the current trial, participants in intensive and routine portfolio diet groups consumed significantly higher amounts of vitamin E compared to participants consuming the control diet, which might also be a reason for not finding any reduction in plasma vitamin E concentrations after consuming portfolio diet. The amount of vitamin A consumption was not significantly different with portfolio dietary groups compared to respective baselines. However, dietary intake of vitamin A by participants in control group was significantly higher than that of the portfolio group which could have contributed to the increase observed in plasma vitamin A concentrations after the control diet intake, compared with the portfolio dietary groups. Several investigators recommended consumption of carotenoid rich foods including fruits and vegetables along with PS consumption to prevent reductions in fat soluble compound levels [12, 51, 52] . PS did not affect the β-carotene absorption in participants with mild hypercholesterolemia when consumed PS esterified to fish oil, but not to sunflower oil [47] . Earlier studies have also shown that PS consumption when distributed over the day results in an optimal cholesterol lowering effect rather than a single large dose [6, 53] . Hence, the background diet and feeding strategy play important roles in terms of effects of PS consumption on plasma concentrations of fat soluble compounds.
Plasma concentrations of retinol and tocopherols were consistent with the ranges seen in our previous publications [47, 48, 54] as well as Sowell et al. [55] . Although the plasma carotenoid concentrations in the current study appear to be slightly higher than values observed by other researchers [55] , they were in the same range as found earlier [48] . Plasma samples could be detected with not only the compounds of interest for measurement in the study but also other compounds such as alpha-cryptoxanthin, cis-beta-carotene (13-cis), cislycopene (at least three isomers), cis-lutein/zeaxanthin etc. Presence of the compounds might lead to detection of higher concentration of a given compound which also depends on the relative concentrations of the analyte as well as the interferent. Olmedilla et al. measured the plasma retinol, tocopherol and carotenoid concentrations in the Spanish population and compared their concentrations with those of other country's populations [56] . Results indicated that carotenoid concentrations showed differences from two to five fold in the reported values. Variations might be due to differences between population and seasonality.
Consumption of our PS containing diet resulted in substantial increases in plasma concentrations of both campesterol and β-sitosterol. Previous trials with humans have shown that consumption of 1.8 g/day of PS increases plasma campesterol and β-sitosterol concentrations from 9 to 16.6 and 4.4 to 6.0 μmol/ L respectively [57] . Results from current work were consistent with the previous data where consumption of portfolio diet consisting 2 g/d of PS increased the plasma PS concentrations [58] . Supplementation of a larger dose of 6.6 g/day of PS led to elevations in circulating campesterol and β-sitosterol concentrations from 7.8 to 15.8 and 8.0 to 11.4 μmol/L respectively [49] . In those trials, plasma PS concentrations were considerably lower than those seen in homozygous phytosterolemic patients who presented with levels of 290-966 μmol/L [17, 59] .
Some studies have suggested that moderately increased concentrations of PS in plasma could be associated with increased risk of CVD [13, 14] . Glueck et al. and Assmann et al. observed correlations between campesterol or β-sitosterol alone and CVD risk, respectively [13, 14] . However, these trials concluded that an association exists between plasma PS concentrations and CVD risk, but failed to find the correlations with CVD risk independently from plasma cholesterol concentrations which itself is a risk factor for CVD. A number of investigations with different study designs have shown that plasma PS levels have no association with the risk of CVD [20] [21] [22] [60] [61] [62] . Results of the current investigation showed significant negative correlations between plasma PS concentrations and total and LDL-C, as well as apoB. However, no significant correlation was found between the Framingham risk score and plasma PS concentrations in the present work. In a trial with 2542 middle aged humans, plasma PS concentrations failed to be associated with increased risk of CVD [21] . Similarly, the prospective EPIC-Norfolk population study had failed to observe any differences in PS concentrations in plasma of healthy participants who developed CVD during the 6 year follow up when compared to their case matched controls [20] . In the Longitudinal Aging Study Amsterdam (LASA), with 1242 participants with 65 years of age, moderately increased concentrations of plasma PS were shown to be associated with reduced CVD risk [19] . Based on these findings, increased plasma PS concentrations due to consumption of PS cannot be considered to be associated with elevated CVD risk. It can be ventured that finite merit exists in maintaining circulating PS levels in the upper range of normal to minimize disease risk.
The study has some limitations as follows. Intake of vitamin E levels during the study was higher with portfolio diet compared with control. In addition, vitamin A intake was higher with control compared to the two portfolio diet groups. Due to the complex nature of the dietary intervention, the vitamin intakes were not same across all the groups. Portfolio diet consisted of combination of various food components and hence the changes in lipids, sterols and vitamins cannot be attributed to one single component. The study was a free living study and not metabolically well controlled by providing all the foods to the participants and follow more closer. Hence, the compliance during the study was less than 50% and drop out rate was 22.6%. However, the aim of the study was to determine the effect of the portfolio diet in real world conditions without much metabolic control and so the drop out rates is as expected. Health benefits could be more than found in the study if the diet is followed more strictly.
In conclusion, consumption of a portfolio diet including PS, viscous fibres, soy proteins and nuts for 6 months reduced blood cholesterol levels without affecting fat soluble vitamin levels. Consequently, the portfolio diet consumption not only reduces serum LDL-C, but also counteracts effects of PS in reducing plasma fat soluble vitamins. Hence, consuming portfolio diet could be considered as one of the best options to maintain normal blood lipid levels and reduce risk of CVD without any adverse effects.
